Methods
Planar Bilayer Recordings. Electrical recordings were carried out in a planar lipid bilayer apparatus.
2 Bilayers of 1,2-diphytanoyl-sn-glycerol-3-phosphocholine (DPhPC, Avanti Polar Lipids) were formed across an aperture in a 25 μm-thick polytetrafluoroethylene film (Teflon) (Goodfellow Cambridge, no. FP301200) that separated the cis and the trans compartments of the apparatus. The aperture was first pre-treated with hexadecane in npentane (10 mg mL -1 ). Electrolyte solution (0.5 mL of 1 M KCl, 25 mM Tris.HCl, pH 8.0, containing 0.1 mM EDTA) was then added to each compartment. DPhPC dissolved in npentane (10 mg mL -1 ) was added to both surfaces and the solvent was allowed to evaporate.
The bilayer was formed by the lowering and raising of the electrolyte level past the aperture. Initially, +110 mV or +160 mV was applied to the trans side for 900 ms to drive the negatively charged DNA into the pore. We eventually settled with +110 mV, as we found nucleobase discrimination at R 1 to be optimal under these conditions. The capture of a DNA strand by the αHL pore was observed as a stepwise decrease in the open pore current level Table S1 The open pore (I O ) and residual current levels (I RES ) produced when NNY pores are blocked with the XpG R1 oligonucleotides, where X represents G, A, T, C, 5mC or hmC at position 9 (Fig. 2a, main text) . ∆I RES is defined as I RES XpGR1 -I RES CpGR1 .
Fig. S1
The chemical structure of the biotin-TEG linker used to biotinylate the 3' terminus of the DNA oligonucleotides. The structure was produced with ChemBioDraw Ultra 11. 
